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NCBI cDNA , 6 8%p DNA , PCR 464kp
riLep pET22b( +) /riLep , BL21(DE3) ,IPTG
, 50 % Ni** , DSPAGE ,  6xHis
16kD MTT ) (10 30ng/nL) rHoep :
(50 225ng/mL)  rhiep 98.8% ri_ep
Q786 A 1000- 3061 (2006) 05-0779-05

Abgract Sx 89bp primers were desgned on the base of the cDNA sequence encodi ng the human leptin reported on the NCBI.
The synthetic gene with 464bp encoding rh_ep was obtaned by SOE ( splicing by overlap extendon) PCR. The expression vector
pET22b( +) /rh_ep was condructed and tranformed into E. coli BL21 (DE3) . The rH_ep protein was expressed as induson
bodieswith the yidd of nore than 50 % o totd bacterid proteins &ter IPTG induction. The rhLep protein, which has a
nolecular weight about 16kD was purified by Ni>* &finity chromatography column and i dentified by SDS PAGE. The MTT Assay
shows thet rhLep pronotes EC304 cells growth a the low concentration of 10ng/mi to 30 ng/mi , and rhep gppears cytotoxic to
EC304 cdlswith the high dose of 50ng/nL to 225ng/mL.. The viahility of EC304 cdlls decreases to 1. 2 % with the concentration
o 225ng/mL of rHLep. The masdve gooptoss of rhep on EC304 cdlsis observed by AO daining under fluorescent microsoope.
All these resuits would lay the foundation for the further gudy o its biologcd functions in vitro and in vivo.
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16kD 31

Y(NPY) el

[5]

(6]

Hu
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(recombinant human Leptin, rh_ep)
, PCR rh_ep ,
pET22b( +) /rh_ep,

1
1.1
BL21 (DE3)
pET22b( +) Novagen ;Hu  Tag DNA
dNTP Promega ; T4 DNA
Fu DNA NEB ;
OMEGA :Ni** - HiTrap
Chdating HP Amersham Pharmacia Biotech
EC304 (
) ; 10 %
2mnol /L RPM 11640
1.2
1.2.1 (rhLep)
cDNA (NM-000230) ,
: 6 :
Lpl Lp6 BamH Xho ,
18 PCR 6
rhLep (464p ,
) PCR

PCR © Lp3 Lp4 Lp3

+4; PCR Lp3 +4 ,Lp2 Lp5
PCR , Lp2 +5;
PCR © Lp2+5 ,.Lpl Lp6
PCR , Lpl+6
:95 3min;95
30s,53 45s,72 1min, 10;95
45s,72 90s, 25;72
10mn 6 LPL

CGIGA CCCATGACCGTGCCCATTCAAAAA GTCCA GGAT
GACACCAAAACCCTCATCAAGACAATTGICACCCGIAT
CAATGACATTTCACACACCCAGIC; LP2 CATTTCAC
ACACQCCA GICA GTCTCCTCCAAACA GAAA GTCACCGGT
TTGGACTTCATTCCTGGGCTCCACCCCATCCTGACCTT
AAGCCA LP3 CCATCCTGACCTTAAGCAAGATGGACC
AGACACTGGECA GTCTACCAACA GATCCTCACCAGIATG
CCTTCCCGIAACGITATCCAAATT,; LP4A CACGGCAA
GTGECAACTCTTAGA GAA GBCCA GCACGTGAAGAAGAT
CACGGAGGITTTCAAGATCGITGGAAATTITGGATAACG
TTACG; LPS CCACCTCTGIACTGIAACCGCTACCTT
CCA GGACACCCCCCA GACTGICCAA GGTCTCCA GGCCA
CTGECCCATGECAAATGECAACTC; LPe ACAGIAC
TCGA GGCACCCA GGGCTGA GGTCCA GCTGCCACA GCAT
GTCCTGCA GA GACCCCTGAA GACGGCTCA GGECCACCA

CCTCTGTACTGIAAC
1.2.2 :PCR
BamH Xho ,
T4 DNA rh_ep
pET22b(+) pET22b( +) /rhLep ,

E. cdi BL21(DE3)

3

1.2.3 :
PET22b( +)/riLep  E. coi BL21 (DE3) :
37 , 1 100 LB :
37 ODegom 0.5
0.5MmolL  IPTG 6h
Amersham Pharmacia Biotech Ni
12 %
DSPAGE BIO-RAD (Quantity One-
4.6)
1.2.4 MTT (0] rhLep
EC304 ,
500 /200 L/ % , 37 ,5%
Q. , 24h :
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: rhLep ,
6h, 5mg/mL MTT 0. 02 , 4h,
, 0. 2nL. DMSO, 5mn,
30min, Aszom
= rhiep (A /
(A)
1.2.5 : EC304
, 3.0x10° 6 , 12h
225ng/m. rhLep 12h
, BPBS 2 , 0.15%
Kd
50QL, 15min, ,
4% opL 4
10 min , oL
) , L 0.025%
(502) ,
2
2.1 (rhLep)
1 1 3 160bp 320bp
464bp ,
bp
500—
300 —
200—

100 —

1 PCR
Fg.1 1.7 % Agarose ¢gd detrophoressof PCR
M :DNA markers;1:Lp3+4;2:Lp2+5;3:Lpl +6(rh_ep) .

2.2
BamH Xho ,
' 2 '
, rh_ep (464bp) pET22b ( +)
(5482tp) :

2 PET22b( +) /rh_ep
Fg.2 Identification of recombinant pET22b( + ) rhi_ep
1:pET22b( +) /riLep digested by BamH  and
Xho ;2:pET22b( +) /rhi_ep :M:DNA Mrkers.

2.3 rhLep i
pET22b ( +) /rhLep E. cdi BL21
(DE3) IPTG ,
, 50 %
. NiT
3 , 16kD )
( 16.8 kD) ,
95 % (Quantity One-4. 6)
M 1 2 3 4 5
kD
OF — — | — _.__=..
66— e —
===
T . B ——
I — — :
20—
11— - — S —
3 rLep DSPAGE

Fg.3 DSPAGE andydsd eqresion
and purity of rhLep proteins
1: thelystesdf E. cdi cdlswith blank vector pEF22b( +) ;
2: cdlsdter IPTG Induction; 3: cdl supernatant eter
utraronic; 4: totd inoluble protein;
5: purified protein M. protein merkers.

2.4 rhLep EC304
4 , rhLep 30ng/mL ,
EC304
ri_ep S0ng/mL
, rhLep , rh_ep

100ng/mL
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Cell viability/%
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Lep concentration/(ng/mL)

4 rh_ep EC304

200

FHg.4 The dfectsd different ri_ep concentration

on the viahility of EC304 cdll

200ng/nL. 225ng/mL
1.2 % ,

' 50ng/mL

2.5

EC304

Fg.5 Photogrgphs of AO-Sained EC304
cells dter treated by ri_ep ( x 40)
1: cortrol (FBS) ; 2: rhLep 225ng/mi.

5 rh_ep

9
Leptin ( < 30ng/ni)

25

(x40)

%

3
(E. cdi) ,
DNA
E. cdi
,  GenBank
leptin cDNA , N 21
, , PCR
GenBank
leptin 164 .
pET22b(+) T7 ,
N peB ,
, C (His) 6 tag,
IPTG ,
IPTG
) DS
PAGE 16kD
, Ni**
95 %

Nakata® Maruyama™

rh_ep EC304
30ong/mL -,
S0ng/mL
: 225ng/nL
1.2%,

Nakata Maruyama
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